Analysis of function of receptor-G-protein and receptor-RGS fusion proteins.
Fusion constructs between G-protein-coupled receptors and G-protein alpha-subunits have been used to examine a variety of aspects of the functioning of these signaling systems. Here we describe some of the various techniques and methods used in detail. The process of fusing the two components, the receptor and the G-protein alpha-subunit, result in a construct that acts as an agonist stimulated GTPase enzyme whose expression level can be accurately determined by radioligand binding. The effects of different ligands, mutations, and other signaling system components can thus be analyzed by a series of relatively simple assays. Recently we have begun to supplement this approach with the use of fusions between G-protein-coupled receptors and regulator of G-protein signaling proteins to examine the function of this important group of signaling molecules.